: (A) Example of the image co-registration approach used to quantify pro-and anti-inflammatory microglia/macrophages, where Iba1 immunostained sections (top panels) were co-registered with sequential sections immunostained for polarisation markers (e.g. MRC1, COX2) (middle panels). Matlab generated images (bottom panels) show co-localised pixels in white, tumours in blue, inflammatory markers in red. Representative images from day 7 after intracerebral injection of 5x10 3 4T1-GFP cells are shown. Scale bars 100 μm, or insets 50 μm. (B-E) Quantitation of co-localised pixels for pro-and anti-inflammatory markers with Iba1 within the area of microglial/macrophage activation, given as a percentage of total Iba1 pixels, from brain sections through the centre of the metastatic region (n=4-6 per group). B = iNOS, C = COX2, D = MRC1 and E = Arg1. No significant differences were found across the time course. + immunostained area normalised to brain area, showed no significant differences between groups at either day 21 or 28 (n=4-5 per group). Scale bar 50 µm.
